CSN5i-2 is marked with a red, CSN5i-3 with a green dot. Data are means of n > 2 independent experiments. MIA PaCa-2 cells (ATCC #CRL-1420) were cultured in DMEM medium (GIBCO #61965-059) supplemented with 10% FBS. Neddylated Cul1 was detected using Meso Scale Discovery® electrochemiluminescence detection technology. For this, cells were pretreated for 3 h with 400 nM MLN4924 and, after a washing step, CSN5 inhibitor was added and cells were incubated for another 3 h. Finally, cells were prepared for MSD-based capture-ELISA according to standard protocol with capture mouse anti-Cul1 antibody (Invitrogen #32-2400) and detection rabbit anti-Nedd8 antibody (Epitomics #1571-1). Note that the systematic shift between biochemical and cellular IC 50 /EC 50 values may result from different assay conditions (e.g. the presence of serum in the cell culture coupled with unspecific plasma protein binding of compounds) or from inherent assay differences (e.g. different substrate concentrations). (b) EC 50 values for inhibition of HCT116 cell proliferation versus EC 50 values for accumulation of neddylated Cul1. CSN5i-2 is marked with a red, CSN5i-3 with a green dot. Hit validation Dose-response curves in biochemical CSN5 assay and cul1 neddylation in HCT116 cells; x-ray co-crystal structure. Generously (%) 1.1 1.1
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